and Blatter, 1997). Each of these observations is controversial. Petersen and Berridge (1995) and Gregory and Barritt (1996) showed that the GTP␥S inhibition of Ca 2ϩ influx into oocytes could be prevented by staurosporine. They concluded that the GTP␥S effect was mediated triad of protein components of the exocytic apparatus:
We therefore sought experimental approaches that membranes (Berridge, 1995), diffusible messengers or would be more diagnostic for an exocytotic coupling calcium influx factors (CIFs) generated by store deplemechanism than those employed previously. We tried tion (Parekh et Figure 1Bb shows one example, while Figure 1D shows the pooled data from five recordings. This decay probably represented unmasking of deactivation after gigaseal formation had blocked any further activation within the patch.
The above experiments were performed with I Cl,Ca as the most sensitive index of Ca 2ϩ entry to maximize its likelihood of detection within the patch. We were also able to detect the much smaller Ca 2ϩ current itself, I SOC , in similar patches if cytosolic Ca 2ϩ was well buffered by EGTA injection and store depletion preceded gigaseal formation (Figure 2A (Figures 1Bb and 1D ). In the sion, 4.7 Ϯ 0.7 pA (n ϭ 6) before versus 4.8 Ϯ 1.0 pA other three patches, I SOC -like current decayed to baseline (n ϭ 6) after excision. after a few minutes. On average, this inward current was Thus, seal formation on the outside of the plasma sustained for at least 4 min after patch excision (Figure membrane inhibited activation of new I SOC inside the 2C). In our longest recording, lasting 8 min after excision, patch but allowed preactivated I SOC to continue; mainte-I SOC was sustained throughout. I SOC in excised patches nance of such I SOC did not require presence of cytosolic was larger and noisier at negative membrane potentials substances and was actually enhanced by excision. but otherwise had much the same I-V relationship ( Because one of the many effects of active Rho is to promote assembly of actin-myosin filaments (stress fibers), we examined whether the potentiation of I SOC by C3 might simply result from the disruption of the actinmyosin assembly. Oocytes were treated with cytochalasin D (20 g/ml) for 17 hr, at which time oocytes appeared mottled as an indication of actin depolymerization and had relative low input resistance. I SOC was 118 Ϯ 14 nA (n ϭ 7) in control oocytes and 93 Ϯ 17 nA (n ϭ 7) in oocytes treated with cytochalasin D. Thus, destruction of the actin cytoskeleton by cytochalasin D slightly reduced I SOC , probably by nonspecific mechanisms rather than mimicking C3 transferase, which greatly potentiated I SOC . We also tried 5 M jasplakinolide, which solidifies the actin cytoskeleton (Shurety et al., 1998). I SOC was reduced from its control value of 87 Ϯ 9.5 nA (n ϭ 4) to 64 Ϯ 3 nA (n ϭ 6) during drug exposures once every day if all components mixed freely (Zampighi 
